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The MAILING DATE of this communication appears on the cover sheet with the correspondence address 
Period for Reply 

A SHORTENED STATUTORY PERIOD FOR REPLY IS SET TO EXPIRE 3 MO NTH (S) FROM 
THE MAILING DATE OF THIS COMMUNICATION. 

- Extensions of lime may be available under the provisions of 37 CFR 1 .136(a). In no event, however, may a reply be timely filed 
after SIX (6) MONTHS from the mailing date of this communication. 

- If the period for reply specified above is less than thirty (30) days, a reply within the statutory minimum of thirty (30) days will be considered timely. 

- If NO period for reply is specified above, the maximum statutory period will apply and will expire SIX (6) MONTHS from the mailing date of this communication. 

- Failure to reply within the set or extended period for reply will, by statute, cause the application to become ABANDONED (35 U.S.C. § 133). 

- Any reply received by the Office later than three months after the mailing date of this communication, even if timely filed, may reduce any 
earned patent term adjustment. See 37 CFR 1.704(b). 

Status 

1)^ Responsive to communication(s) filed on 04 June 2002 . 
2a)D This action is FINAL. 2b)l3 This action is non-final. 

3) D Since this application is in condition for allowance except for formal matters, prosecution as to the merits is 

closed in accordance with the practice under Ex parte Quayle, 1935 CD. 1 1 , 453 O.G. 213. 
Disposition of Claims 

4) ^ Claim(s) 3 and 12-34 is/are pending in the application. 

4a) Of the above claim(s) 12-27 and 29-31 is/are withdrawn from consideration. 

5) D Claim(s) is/are allowed. 

6) [3 Claim(s) 3.28 and 32-34 is/are rejected. 

7) D Claim(s) is/are objected to. 

8) D Claim(s) are subject to restriction and/or election requirement. 

Application Papers 

9) D The specification is objected to by the Examiner. 

10)D The drawing(s) filed on is/are: a)D accepted or bO objected to by the Examiner. 

Applicant may not request that any objection to the drawing(s) be held in abeyance. See 37 CFR 1 .85(a). 
11 )□ The proposed drawing correction filed on is: a)D approved b)D disapproved by the Examiner. 

tf approved, corrected drawings are required in reply to this Office action. 

12) ^ The oath or declaration is objected to by the Examiner. 
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1 .□ Certified copies of the priority documents have been received. 

2. Q Certified copies of the priority documents have been received in Application No. . 

3. D Copies of the certified copies of the priority documents have been received in this National Stage 

application from the International Bureau (PCT Rule 17.2(a)). 
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14) D Acknowledgment is made of a claim for domestic priority under 35 U.S.C. § 1 19(e) (to a provisional application). 
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DETAILED ACTION 
Continued Prosecution Application 
The request filed on 1/28/02 for a Continued Prosecution Application (CPA) under 37 
CFR 1.53(d) based on parent Application No. 09/437,458 is acceptable and a CPA has been 
established. An action on the CPA follows. 

Election/Restrictions 
Applicant's election without traverse of Group 17 (claims 3, 28 and 32-34, drawn 
towards SEQ ID NO: 170 in Paper No. 22 is acknowledged. Claims 3 and 12-34 are pending in 
the instant application, with claims 12-27 and 29-31 withdrawn from consideration as drawn 
towards non-elected inventions. 

Oath/Declaration 

The oath or declaration is defective. A new oath or declaration in compliance with 37 
CFR 1 .67(a) identifying this application by application number and filing date is required. See 
MPEP§§ 602.01 and 602.02. 

The oath or declaration is defective because: 

Non-initialed and/or non-dated alterations have been made to the oath or declaration. See 
37 CFR 1.52(c). 

The information for Ashish Xavier has non-initialed alterations to the name. 



Claim Rejections - 35 USC § 101 

35 U.S.C. 101 reads as follows: 
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Whoever invents or discovers any new and useful process, machine, manufacture, or composition of matter, or 
any new and useful improvement thereof, may obtain a patent therefore, subject to the conditions and 
requirements of this title. 

Claims 3, 28 and 32-34 are rejected under 35 U.S.C. 101 because the claimed invention 
is not supported by either a specific (i.e. specific to the claimed invention) and substantial (i.e. 
that does not require further experimentation to establish a specific utility) asserted utility or a 
well established utility. 

The rejected claims are directed towards an isolated fusion nucleic acid comprising a first 
nucleic acid (SEQ ID NO: 17) operably linked to a heterologous second nucleic acid and 
wherein the mRNA form of the first nucleic acids has RNA binding protein (RBP) binding 
activity or regulates the functionality of the mRNA form of the fusion nucleic acid. Hybrid 
transcripts comprising SEQ ID NO: 17 appear to be novel in the art. Therefore, there can be no 
well established utility for the claimed invention. 

Asserted utilities for the claimed chimeric nucleic acids include 1) screening for 
compounds that affect the RBP binding activity of a particular RNA/RBP binding pair 
interaction, and/or the mRNA functionality; 2) to identify novel RNA/RBP binding pair 
interactions; and 3) to modify the expression of a protein encoded by the heterologous nucleic 
acid portion of the chimeric nucleic acid (e.g. page 10, first paragraph of the instant 
specification). 

SEQ ID NO: 17 is disclosed in the instant specification as being obtained from the human 
leptin gene (Accession No. NM_000230). The specification generally describes an experiment 
where a protein extract from cells known to express leptin (3T3-L1) was used to demonstrate 
binding by an unidentified protein or proteins (RBPs) to an undescribed RNA comprising SEQ 
ID NO: 17 by either filter binding assay or gel filtration. While poly r(G), heparin and 
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"unrelated" RNAs were used as non-specific inhibitors in the binding assays, the exact 
composition of the competing RNAs is not disclosed by the instant specification, making it 
unclear how specific the observed protein binding actually was for the RNA comprising SEQ ID 
NO: 17. Also, the actual binding/gel shift data is not provided by the instant specification, 
making it even harder to determine the specificity of the RBP/RNA interactions in this case. 
According to the information available at the NCBI web page for Accession No. NM_000230, 
the sequence represented by SEQ ID NO: 17 is present as a 3' untranslated region in the 
transcript encoding human leptin. 

The asserted utilities are not specific in that the protein or proteins that apparently bound 
the RNA comprising SEQ ID NO: 17 are not identified in the instant specification. For example, 
using the claimed nucleic acid hybrid to identify compounds that affect a specific RNA/RBP 
binding pair cannot be considered to be a specific in the absence of an identified RBP specific to 
SEQ ID NO: 17. Moreover, the ability of the nucleic acid comprising SEQ ID NO: 17 to modify 
expression of a protein encoded by the fusion transcript in a specific manner (i.e. stabilize, de- 
stabilize, sequester, etc.) has not been demonstrated. Therefore, using the chimeric nucleic acid 
to modify the expression of a protein cannot be considered a specific utility. Finally, use of the 
claimed chimeric nucleic acid to identify novel RBP/RNA binding pairs cannot be considered 
specific because it is not known that the proteins that bound the RNA in the binding assay 
described in the specification do not also bind other RNAs (e.g. RNAs other than the unrelated 
RNAs used as non-specific inhibitors of binding). 

The asserted utilities are not substantial in that for each of the asserted activities, it would 
require further experimentation in order to confirm a specific utility. For example, it would 
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require further experimentation to determine the nature and number of different proteins 
responsible for binding the RNA comprising SEQ ID NO: 17 in the binding assay described in 
the specification. The asserted utility of using the chimeric nucleic acid to identify its own 
cognate binding proteins, if any, merely constitutes further experimentation to identify a specific 
activity. 

Claims 3, 28 and 32-34 are also rejected under 35 U.S.C. 112, first paragraph. 
Specifically, since the claimed invention is not supported by either a specific and substantial 
asserted utility or a well established utility for the reasons set forth above, one skilled in the art 
clearly would not know how to use the claimed invention. 

Claim Rejections - 35 USC § 112 
The following is a quotation of the first paragraph of 35 U.S.C. 112: 

The specification shall contain a written description of the invention, and of the manner and process of making 
and using it, in such full, clear, concise, and exact terms as to enable any person skilled in the art to which it 
pertains, or with which it is most nearly connected, to make and use the same and shall set forth the best mode 
contemplated by the inventor of carrying out his invention. 

Claims 3, 28, 32-34 are rejected under 35 U.S.C. 1 12, first paragraph, as containing 
subject matter which was not described in the specification in such a way as to reasonably 
convey to one skilled in the relevant art that the inventor(s), at the time the application was filed, 
had possession of the claimed invention. 

The rejected claims are directed towards an isolated fusion nucleic acid comprising a first 
nucleic acid (SEQ ID NO: 17) operably linked to a heterologous second nucleic acid and 
wherein the mRNA form of the first nucleic acids has RNA binding protein (RBP) binding 
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activity or regulates the functionality of the mRNA form of the fusion nucleic acid. Regulating 
functionality can comprise an alteration in pre-mRNA processing or in the stabilization, 
translational efficiency, localization, sequestration, editing or splicing functions. Thus, the 
rejected claims embrace a number of different possible effects of SEQ ID NO: 17 on a chimeric 
transcript comprising SEQ ID NO: 17. 

SEQ ID NO: 17 is disclosed in the instant specification as being obtained from the human 
leptin gene (Accession No. NM_000230). The specification generally describes an experiment 
where a protein extract from cells known to express leptin (3T3-L1) was used to demonstrate 
binding by an unidentified protein or proteins (RBPs) to an undescribed RNA comprising SEQ 
ID NO: 17 by either filter binding assay or gel filtration. The context of SEQ ID NO: 17 in the 
total transcript was not described. While poly r(G), heparin and "unrelated" RNAs were used as 
non-specific inhibitors in the binding assays, the exact composition of the competing RNAs is 
not described by the instant specification, making it unclear how specific the observed protein 
binding actually was for the RNA comprising SEQ ID NO: 17. Also, the actual binding/gel shift 
data is not provided by the instant specification, making it even harder to determine the 
specificity of the RBP/RNA interactions in this case. There are no relevant working examples or 
data provided by the instant specification demonstrating the effect the presence of the sequence 
of SEQ ID NO: 17 on functionality of a transcript comprising SEQ ID NO: 17. No 
structural/functional basis is provided in the specification for one of skill in the art to envision 
what are the functional effects, if any, of SEQ ID NO: 17 on a transcript comprising SEQ ID 
NO: 17. 
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According to the information available at the NCBI web page for Accession No. 
NM_000230 5 the sequence represented by SEQ ID NO: 17 is present as a 3' untranslated region 
in the transcript encoding human leptin. The prior art does not appear to disclose any 
embodiment wherein the sequence represented by SEQ ID NO: 17 has been used to modulate the 
functionality of any RNA, including its own. Therefore, the prior art does not offset the 
deficiencies of the instant specification as to the actual functional effects of SEQ ID NO: 17 on 
any transcript comprising the sequence. 

Given that the claimed invention comprises a critical element of regulating mRNA 
functionality that embraces several different processes (e.g. stabilization, translational efficiency, 
etc.) and given the lack of a structural/functional basis in the instant specification or prior art to 
envision the actual effect of SEQ ID NO: 17 on a transcript comprising SEQ ID NO: 17, one of 
skill in the art would not be able to reliably envision the claimed invention. Therefore, one of 
skill in the art would reasonably conclude that applicants were not in possession of the claimed 
invention. 

Response to Arguments 

In response to a similar rejection under 35 U.S.C. 1 12, first paragraph, for lack of written 
description, applicants have submitted a declaration under 37 C.F.R. 1.132 from Dr. Anthony 
Giordano. The declaration by Dr. Giordano clearly teaches that the art recognizes that 5 5 and 3' 
UTRs can retain their RBP binding or regulatory activity when linked to heterologous coding 
sequences. However, the arguments presented by Dr. Giordano are moot as they do not address 
the current grounds of rejection. In the previous round of rejections, the basis for the rejection 
was the extremely broad genus of hybrid RNAs encompassed by the claims and the 
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unpredictability as to whether the claimed UTR sequences would retain their functional activities 
in the context of a given hybrid transcript. In the current round of rejections, the basis for the 
rejection is a lack of description of the functional activity (i.e. stabilization, destabilization, 
translational efficiency, etc.) would be for those embodiments where the claimed UTR (i.e. 
comprising SEQ ID NO: 17) confers a means of regulating mRNA functionality for the hybrid 
comprising the claimed UTR. The declaration provided by Dr. Giordano does not address this 
point. 

The following is a quotation of the second paragraph of 35 U.S.C. 1 12: 

The specification shall conclude with one or more claims particularly pointing out and distinctly claiming the 
subject matter which the applicant regards as his invention. 

Claims 3 and 32-34 are rejected under 35 U.S.C. 1 12, second paragraph, as being 
indefinite for failing to particularly point out and distinctly claim the subject matter which 
applicant regards as the invention. 

Claims 3 and 32-34 are vague and indefinite in that is drawn towards non-elected 
embodiments (i.e. to SEQ ID NOS other than SEQ ID NO: 17). It would be remedial to amend 
the claim language to limit the embodiments to SEQ ID NO: 17. 

A broad range or limitation together with a narrow range or limitation that falls within the 
broad range or limitation (in the same claim) is considered indefinite, since the resulting claim 
does not clearly set forth the metes and bounds of the patent protection desired. Note the 
explanation given by the Board of Patent Appeals and Interferences in Ex parte Wu, 10 
USPQ2d 2031, 2033 (Bd. Pat. App. & Inter. 1989), as to where broad language is followed by 
"such as" and then narrow language. The Board stated that this can render a claim indefinite by 
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raising a question or doubt as to whether the feature introduced by such language is (a) merely 
exemplary of the remainder of the claim, and therefore not required, or (b) a required feature of 
the claims. Note also, for example, the decisions of Ex parte Steigewald, 131 USPQ 74 (Bd. 
App. 1961); Ex parte Hall, 83 USPQ 38 (Bd. App. 1948); and Ex parte Hasche, 86 USPQ 481 
(Bd. App. 1949). In the present instance, claim 33 recites the broad recitation "wherein the 
nucleic acid is DNA", and the claim also recites "cDNA" which is the narrower statement of the 
range/limitation. It would be remedial to amend the claims by creating two different dependent 
claims reciting the limitations of "DNA" or "cDNA". 



Conclusion 

No claims are allowed. 

Any inquiry concerning this communication or earlier communications from the 
examiner should be directed to Gerald G Leffers Jr. whose telephone number is (703) 308-6232. 
The examiner can normally be reached on 9:30am-6:00pm. 

If attempts to reach the examiner by telephone are unsuccessful, the examiner's 
supervisor, Remy Yucel can be reached on (703) 305-1998. The fax phone numbers for the 
organization where this application or proceeding is assigned are (703) 305-7939 for regular 
communications and (703) 305-7939 for After Final communications. 

Any inquiry of a general nature or relating to the status of this application or proceeding 
should be directed to the receptionist whose telephone number is (703) 308-0196. 

Gerald G Leffers Jr. 

Examiner 

Art Unit 1636 

»^ 

ggl 

August 20, 2002 
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JOURNAL 
MEDLINE 
PUBMED 

REFERENCE 
AUTHORS 

TITLE 
JOURNAL 
MEDLINE 
PUBMED 
REFERENCE 
AUTHORS 

TITLE 

JOURNAL 
MEDLINE 
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TITLE 

JOURNAL 
MEDLINE 
PUBMED 
REFERENCE 
AUTHORS 

TITLE 

JOURNAL 
MEDLINE 
PUBMED 
REFERENCE 
AUTHORS 
TITLE 



LEP 3426 bp mRNA linear PRI 29-JAN-2002 

Homo sapiens leptin (obesity homolog, mouse) (LEP), mRNA. 
NM_000230 

NM_000230.1 GI:4557714 

Homo sapiens . 
Homo sapiens 

Eukaryota; Metazoa; Chordata; Craniata; Vertebrata; Euteleostomi; 
Mammalia; Eutheria; Primates; Catarrhini; Hominidae; Homo. 
1 (bases 1 to 3426) 

Friedman, J. M. , Leibel,R.L., Siegel,D.S., Walsh, J. and Bahary,N. 

Molecular mapping of the mouse ob mutation 

Genomics 11 (4), 1054-1062 (1991) 

92147101 

1686014 



and 



2 (bases 1 to 3426) 

Zhang, Y., Proenca,R., Maffei,M., Barone,M., Leopold, L. 
Friedman, J. M. 

Positional cloning of the mouse obese gene and its human homologue 

Nature 372 (6505), 425-432 (1994) 

95075453 

7984236 

3 (bases 1 to 3426) 

Masuzaki H, Ogawa Y, Isse N, Satoh N, Okazaki T, Shigemoto M, Mori 
K, Tamura N, Hosoda K, Yoshimasa Y et al. 

Human obese gene expression. Adipocyte-specif ic expression and 

regional differences in the adipose tissue 

Diabetes 44 (7), 855-858 (1995) 

95309556 

7789654 

4 (bases 1 to 3426) 
Green, E.D., Maffei,M., Braden,V.V. 
Zhang, Y., Chua,S.C. Jr., Leibel,R. 
Friedman, J. M. 

The human obese (OB) gene: RNA expression pattern and mapping on 

the physical, cytogenetic, and genetic maps of chromosome 7 

Genome Res. 5 (1), 5-12 (1995) 

96352898 

8717050 

5 (bases 1 to 3426) 

Isse N, Ogawa Y, Tamura N, Masuzaki H, Mori K, Okazaki T, Satoh N, 
Shigemoto M, Yoshimasa Y, Nishi S et al . . 

Structural organization and chromosomal assignment of the human 
obese gene 

J. Biol. Chem. 270 (46), 27728-27733 (1995) 

96070903 

7499240 

6 (bases 1 to 3426) 

Gong,D.W., Bi,S., Pratley,R.E. and Weintraub, B . D . 

Genomic structure and promoter analysis of the -human obese gene 



Proenca, R. , DeSilva, U. , 
, , Weissenbach, J. and 
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REFERENCE 
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TITLE 
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TITLE 
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REFERENCE 
AUTHORS 



TITLE 

JOURNAL 
MEDLINE 
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REFERENCE 
AUTHORS 
TITLE 
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FEATURES 

source 



gene 



CDS 
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271 (8), 3971-3974 (1996) 



J. Biol. Chem. 
96,223958 
8626726 

7 (bases 1 to 3426) 

Niki T, Mori H, Tamori Y, Kishimoto-Hashirmoto M, Ueno H, Araki S, 
Masugi J, Sawant N, Majithia HR, Rais N et al. 

Human obese gene: molecular screening in Japanese and Asian Indian 

NIDDM patients associated with obesity 

Diabetes 45 (5), 675-678 (1996) 

96198511 

8621021 

8 (bases 1 to 3426) 

Comuzzie, A. G. , Hixson,J.E., Almasy,L., Mitchell , B . D . , Mahaney, M. C . , 

Dyer,T.D., Stern, M. P., MacCluer, J . W . and Blangero,J. 

A major quantitative trait locus determining serum leptin levels 

and fat mass is located on human chromosome 2 

Nat. Genet. 15 (3), 273-276 (1997) 

97207647 

9054940 



9 (bases 1 
Clement, K. , 
Cassuto, D. , 
Basdevant , A. 



to 3426) 

Vaisse,C, Lahlou,N., Cabrol,S., Pelloux,V., 
Gourmelen, M. , Dina,C, Chambaz,J., Lacorte, J . M . , 

Bougneres, P. , Lebouc,Y., Froguel,P. and Guy-Grand, B. 
A mutation in the human leptin receptor gene causes obesity and 
pituitary dysfunction 
Nature 392 (6674), 398-401 (1998) 
98196670 
9537324 

10 (bases 1 to 3426) 
Friedman, J. M. and Halaas,J.L. 

Leptin and the regulation of body weight in mammals 

Nature 395 (6704), 763-770 (1998) 

99010835 

9796811 

REVIEWED REFSEQ : This record has been curated by NCBI staff. The 
reference sequence was derived from U43653 . 1 . 

Summary: This gene is similar to the mouse obesity gene (ob) . The 
protein encoded by this gene is secreted by white adipocytes. In 
the mouse study, mutations in this gene are linked to severe and 
morbid obesity. 

Location /Qualifiers 

1..3426 

/organism="Homo sapiens" 

/db_xref="taxon: 9606" 

/ c h r omo s ome = " 7 " 

/map="7q31.3" 

1. .3426 

/gene="LEP" 

/note="OB; OBS" 

/db xref="LocusID: 3952 " 

/db xref="MIM: 164160 " 

57. .560 

/gene="LEP" 

/note="leptin (murine obesity homolog) ; obesity (murine 

homolog, leptin) " 

/codon_start=l 

/product="leptin precursor" 

/protein id=" NP 000221.1 " 

/db_xref="GI: 4557715" 

/db xref="LocusID: 3952 " ' 

/db_xre f ="MIM : 164160 " 

/translation="MHWGTLCGFLWLWPYLFYVQAVPIQKVQDDTKTLIKTIVTRIND 
ISHTQSVSSKQKVTGLDFIPGLHPILTLSKMDQTLAVYQQILTSMPSRNVIQISNDLE 
NLRDLLHVLAFSKSCHLPWASGLETLDSLGGVLEASGYSTEVVALSRLQGSLQDMLWQ 
LDLSPGC" 
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sig peptide 57. .119 

/gene="LEP" 
misc feature 120. .557 

/gene="LEP" 

/note="Leptin" 

/db xref="CDD: pfam02024 " 
mat peptide 120. .557 

/gene="LEP" 

/product="leptin" 
variation 384 

/gene="LEP" 

/allele="A" 

/allele="G" 

/db_xref ="dbSNP : 1800564 " 
BASE COUNT 887 a 799 c 920 g 820 t 

ORIGIN 

1 gtaggaatcg cagcgccaac ggttgcaagg cccaagaagc catcctggga aggaaaatgc 
61 attggggaac cctgtgcgga ttcttgtggc tttggcccta tcttttctat gtccaagctg 
121 tgcccatcca aaaagtccaa gatgacacca aaaccctcat caagacaatt gtcaccagga 
181 tcaatgacat ttcacacacg cagtcagtct cctccaaaca gaaagtcacc ggtttggact 
241 tcattcctgg gctccacccc atcctgacct tatccaagat ggaccagaca ctggcagtct 
301 accaacagat cctcaccagt atgccttcca gaaacgtgat ccaaatatcc aacgacctgg 
361 agaacctccg ggatcttctt cacgtgctgg ccttctctaa gagctgccac ttgccctggg 
421 ccagtggcct ggagaccttg gacagcctgg ggggtgtcct ggaagcttca ggctactcca 
481 cagaggtggt ggccctgagc aggctgcagg ggtctctgca ggacatgctg tggcagctgg 
541 acctcagccc tgggtgctga ggccttgaag gtcactcttc ctgcaaggac tacgttaagg 
f 601 gaaggaactc tggcttccag gtatctccag gattgaagag cattgcatgg acacccctta 
,S 661 tccaggactc tgtcaatttc cctgactcct ctaagccact cttccaaagg cataagaccc 
721 taagcetcct tttgcttgaa accaaagata tatacacagg atcctattct caccajggaag 
781 -ggggtccacc cagcaaagag tgggctgcat ctgggaftcc caccaaggtc ttcagccatc 
,:841 aacaagagtt gtcttgtccc ctcttgaccc atctccccct cactgaatgc ctcaatgtga 
/' 901 ccaggggtga tttcagagag ggcagagggg taggcagagc ctttggatga ccagaacaag 
961 gttccctctg agaattccaa ggagttccat gaagaccaca tccacacacg caggaactcc 
1021 cagcaacaca agctggaagc acatgtttat ttattctgca ttttattctg gatggatttg 
1081 aagcaaagca ccagcttctc caggctcttt ggggtcagcc agggccaggg gtctccctgg 
1141 agtgcagttt ccaatcccat agatgggtct ggctgagctg aacccatttt gagtgactcg 
1201 agggttgggt tcatctgagc aagagctggc aaaggtggct ctccagttag ttctctcgta 
1261 actggtttca tttctactgt gactgatgtt acatcacagt gtttgcaatg gtgttgccct 
1321 gagtggatct ccaaggacca ggttatttta aaaagatttg ttttgtcaag tgtcatatgt 
1381 aggtgtctgc acccaggggt ggggaatgtt tgggcagaag ggagaaggat ctagaatgtg 
1441 ttttctgaat aacatttgtg tggtgggttc tttggaagga gtgagatcat tttcttatct 
1501 tctgcaattg cttaggatgt ttttcatgaa aatagctctt tcaggggggt tgtgaggcct 
1561 ggccaggcac cccctggaga gaagtttctg gccctggctg accccaaaga gcctggagaa 
1621 gctgatgctt tgcttcaaat ccatccagaa taaaacgcaa agggctgaaa gccatttgtt 
1681 ggggcagtgg taagctctgg ctttctccga ctgctaggga gtggtctttc ctatcatgga 
1741 gtgacggtcc cacactggtg actgcgatct tcagagcagg ggtccttggt gtgaccctct 
1801 gaatgggtcc agggttgatc acactctggg tttattacat ggcagtgttc ctatttgggg 
1861 cttgcatgcc aaattgtagt tcttgtctga ttggctcacc caagcaaggc caaaattacc 
1921 aaaaatcttg gggggttttt actccagtgg tgaagaaaac tcctttagca ggtggtcctg 
1981 agacctgaca agcactgcta ggcgagtgcc aggactcccc aggccaggcc accaggatgc 
2041 ccttcccact ggaggtcaca ttcaggaaga tgaaagagga ggtttggggt ctgccaccat 
2101 cctgctgctg tgtttttgct atcacacagt gggtggtgga tctgtccaag gaaacttgaa 
2161 tcaaagcagt taactttaag actgagcacc tgcttcatgc tcagccctga ctggtgctat 
2221 aggctggaga agctcaccca ataaacatta agattgaggc ctgccctcag ggatcttgcg 
2281 ttcccagtgg tcaaaccgca ctcacccatg tgccaaggtg gggtatttac cacagcagct 
2341 gaacagccaa atgcatggtg cagttgacag caggtgggaa atggtatgag ctgagggggg 
2401 ccgtgcccag gggcccacag ggaaccctgc ttgcactttg taacatgttt acttttcagg 
24 61 gcatcttagc ttctattata gccacatccc tttgaaacaa gataact'gag aatttaaaaa 
2521 taagaaaata cataagacca taacagccaa caggtggcag gaccaggact atagcccagg 
2581 tcctctgata cccagagcat tacgtgagcc aggtaatgag ggactggaac cagggagacc 
2641 gagcgctttc tggaaaagag gagtttcgag gtagagtttg aaggaggtga gggatgtgaa 
2701 ttgcctgcag agagaagcct gttttgttgg aaggtttggt gtgtggagat gcagaggtaa 
2761 aagtgtgagc agtgagttac agcgagaggc agagaaagaa gagacaggag ggcaagggcc 
2821 atgctgaagg gaccttgaag ggtaaagaag tttgatatta aaggagttaa gagtagcaag 
2881 ttctagagaa gaggctggtg ctgtggccag ggtgagagct gctctggaaa atgtgaccca 
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2941 gatcctcaca accacctaat caggctgagg tgtcttaagc cttttgctca caaaacctgg 

3001 cacaatggct aattcccaga gtgtgaaact tcctaagtat aaatggttgt ctgtttttgt 

3061 aacttaaaaa aaaaaaaaaa agtttggccg ggtgcggtgg ctcacgcctg taatcccagc 

3121 actttgggag gccaaggtgg ggggatcaca aggtcactag atggcgagca tcctggccaa 

3181 catggtgaaa ccccgtctct actaaaaaca caaaagttag ctgagcgtgg tggcgggcgc 

3241 ctgtagtccc agccactcgg gaggctgaga caggagaatc gcttaaacct gggaggcgga 

3301 gagtacagtg agccaagatc gcgccactgc actccggcct gatgacagag cgagattccg 

3361 tcttaaaaaa aaaaaaaaaa aaagtttgtt tttaaaaaaa tctaaataaa ataactttgc 

34 21 cccctg 



// 



Revised: July 5, 2002. 



Disclaimer | Write to the Help Desk 
NCBI I NLM I NIH 



Jul lo >002 16:59; 14 



4 of 4 



8/19/02 8:32 PM 



L Number 


Hits 


Search Text 


DB 


Time stamp 


1 


857 


giordano-$.in. 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 19:57 


7 


268 


xavier-$.in. 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 19:57 


13 


3 


giordano-$,in. and xavier-$.in. 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 19:58 


19 


2 


6273893.pn. 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 19:58 


25 


1122 


giordano-$.in. or xavier-$.in. 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 19:59 


31 


7 


(giordano-$.in. or xavier-$.in. ) and utr 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 20:00 


37 


1 


(giordano-$.in. or xavier-$.in. ) and leptin 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 20:01 


43 


206 


leptin with (gene or rna or message or transcript or cdna) 


USPAT; 
US-PGPUB; 
EPO; JPO; 
DERWENT 


2002/08/19 20:02 


49 


10 


(leptin with (gene or rna or message or transcript or cdna)) with (fusion or 
chimer$4 or hybrid) 


USPAT; f 
US-PGPUB; ( 
EPO; JPO; 
DERWENT 


2002/08/19 20:03 



Search History 8/19/02 8:05:42 PM Page 1 
C:\APPS\east\workspaces\09437458.wsp 




US-PAT-NO: 6258559 
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In the following examples, Pichia methanolica strain PMAD16 
was used as a host 

strain. This strain is derived from type strain CBS 6515 
and is described by 

Raymond et al., Yeast 14:11 (1998), and by Raymond, 
"Recombinant Protein 

Expression in Pichia methanolica," in Gene Expression 
Systems: Using Nature for 

the Art of Expression, Fernandez and Hoeffler (eds.), pages 
193-209 (Academic 

Press, Inc. 1999) . The host strain carries both alcohol 
utilization genes 

AUG1 and AUG2 and is deleted for PEP4 and PRB1 proteases. 
For these studies, 

the Pichia contained an expression vector derived from 
pCZRl 34, which 

comprises an AUG1 promoter, AUG1 terminator, and ADE2 as a 
selectable marker 

(Raymond et al., Yeast 14:11 (1998)). A chimeric gene 
comprising the following 

elements was inserted between the AUG1 promoter and 
terminator: a S. cerevisiae 

a-f actor prepro sequence, a Glu:Glu tag or a FLAG tag, and 
a human leptin gene. 

The human leptin gene has been described by Zhang et al., 
Nature 372:425 

(1994) . An illustrative method for constructing a plasmid 
that comprises a 

human leptin gene is described by Raymond et al., 
BioTechniques 26:134 (1999), 

and an exemplary human leptin amino acid sequence is 
provided by SEQ ID NO: 7 
(GenBank accession No. 4139908) . 
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LI 13478 S (GIORDANO, ?)/IN,AU 

L2 2724 S (XAVIER, ?)/IN,AU 

L3 6 S LI AND L2 

L4 16196 S LI OR L2 

L5 16 S L4 AND LEPTIN 

L6 0 S L4 AND (LEPTIN (S) UTR) 

L7 3 S L4 AND (LEPTIN (S) (GENE OR RNA OR TRANSCRIPT OR MRNA) ) 

L8 1 DUPLICATE REMOVE L7 (2 DUPLICATES REMOVED) 

L9 13 S L5 NOT L7 

L10 5 DUPLICATE REMOVE L9 (8 DUPLICATES REMOVED) 

Lll 50 S (FUSION OR CHIMER? OR HYBRID) (S) (LEPTIN (S) (GENE OR RNA 
OR 

L12 3 S Lll (S) REPORTER 

L13 1 DUPLICATE REMOVE L12 (2 DUPLICATES REMOVED) 

L14 25 DUPLICATE REMOVE Lll (25 DUPLICATES REMOVED) 

L15 17531 S (GONG, ?)/IN,AU 

L16 22 S L15 AND LEPTIN 

L17 11 S L16 AND (LEPTIN (S) (GENE OR RNA OR TRANSCRIPT OR MRNA)) 

L18 3 DUPLICATE REMOVE L17 (8 DUPLICATES REMOVED) 
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